28''11''01 18:33 NO. 273 004 



10 



27 



23 



PATENT TRADEMARK OFFICE 



(Specif i c a t i o n ) 



(Transgenic Dunaliella Salina as a Bioreactor) 

&qfl$5.yUField of the Invention) 



WMfeyR(Bar.kgroud of the Inven tion) 

3t**B*#i;J8 <hiv-i gpi20), <fe#i#cl&. umfejlSBfitlS^f 

2o swaj^./^Misei. ■nrfe , g#t^^^j^^*. ix^fA^wggi^/iKmrr. 

&M%=.mBi)*m* 7ftiL&m&&, mnm&i&m* ajsaA. * 
30 ^#5p^tffjfeAKi, ttffl^sraaMto^aeaaKdat^ife^i 
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"ifis ittii^, *f ^^^fiil^^I" (Du«alie1U salina) 

30 ui^i^m^^j^iorfe^^^^^^^s^^K:' ^fift»sir*«iWf3£- 
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Jjftffltflfg-giffire (Brief Description of the Drawings) 

m 1 A*iftq)i4 , JH , *^^EKI : ? (TNF) D| p64— TNF-AAD 

b 2 As®. HBsAg a»^jitiKttt pcambia-clab-ssi mfflmxtm^n 

5 S 

B 3 %J&M^J&mft P CAMBIA-DS1644 ftj^jg^ 

m 4 % Sffl. HbsAg ifcSMfe&JtEffc pCAMBI A-CtxB-SS 1 6<J s^S ffl 

SfefflMa &t (Summary of the In ve ntion) 

|:i 0f&lfafc^iB^a&& oadASE9*WWtt:3!ffl#*/*4«*tt*li* cat SStfJ 
¥htf}M.mWM®L, npt Tl /neo SW«HSW-tf aB«*/«fS*«n[tt» Hyg' 

*3t93a£*i^T-- #1"ftiJ*»J*HSfe«6dl4l7fiiS*«i>&-ter 'Stein T 

25 

a) #JJB«J*H!£#:, *f^H«i5£f*ISA£t8E J 

b) 51fctffi5&**TB^*§SES&«$S**. 

^^^3E»«T*«qaw^@^^^*^#J*A^^ffl3!ff 



3 



18:35 



HO. 273 D87 



^Ejflffijzfc (Detailed Description of the Invention) 

ffl*H*S£tt£fb. B4WSF*J£&tt«SS, (0.2%) %m 

3&famm%L& (35%) 4t«A*«3RWJt-&f^ffltt^. & 

io Jtt£MffiJ#tt$£. 
- *ft«J*t#** lAlUO 

I* jit mm* w^wsifiasH^. 

mm* Ase»», ta*Rjfli*f*s^»»ja«k^HT^ mm 

mmmm> mmm, mmmtm^, 4=«iLAse«f^ 

fttftm**TZ%T& S aadA £E&ftf&4m«jK/«WIC£t1£» cat -S@Kf6 
30 -^a«jas$^#tj— #fij^^@.Sft^^^/&^i'i < J^, -ft#£tnT 
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c> ^SH+fett^hiBPWSa^AStBliBlfl&^SI^. 

r . mMffl&M&ttft&B an«w# ASfeaLfflifla^^j*^. 

a) ffl&ft^X&HRsAg £ft£l*l(ttCtxB SSI ffife-frJikBsl: 

b) ^J^f^ a) H^&Ife^3£HW4fcB£:£i*tttt pCAMBIA-CLxB-SSI ; 

c) J&Mi£^^f»#A;&i&: 
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S SBs PreSl S0*P PreS2 SBM^MSP^HTO^! SSI 

S ^^^P ProSi aiHfHJ^^dWHfe'fr; CtxB-SSl |Bll'£»£S&J*S& 

s n 32m^S© (ctxn) m ssi SKWifefr. 

jtuM^atsHM— ^ffcj&^jws^-^, m ctxB-ssi m^m^mxm 

ZkW Hsp70B T Nos ^ib^^fn], *&J5fc.1r ? .*Kfi«l3Ei&#. 

CtxB-SSl Mi^SH*E4feB6Hsp70B 

io ftj^^^t^-^/f #J (Matrix attachment region, MAR) MART MAR2, 
£ MAK1 #J MAR2 ftffiA^&&ffil&ft&J5Blft] Nitl 5'— Nitl— T-Nos ^ 

| is 2*JFF*m4ft;J^ CHBsAg), %i$j£jgjk«jR. ft«fcJS*ttJS <HIV-1 8P120), 

fl«|J§^3£. KiffifiW^M, taawxmife. ftfei&^rtkfcffcife: &#rt 

ra^jajqx, j?tp-.^iij^^> ^A«sr4, m^mitr^mjim^L 
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•^L-^fe^l (Examples) 

lo Is mfc$%$r<'- WffiWffiT Mclachlan $£<W&.> i£?NMt-£n b: M0. 

20-30-c, smss^ 3000 m-&n> 14 'M, jRn§## 10 

2. (Ufld^: Mclachlan J^^^^JnA^'^JS^ 0.5-0.8%, TM 

~, WtmmrtM^ CTNF) RtHStteSfei&ttflc p64C-TNF-AAD ift^lfe 
< 1) pSK-atpX _L^^^n| *5Hfc alpA fft S' f-ff?l|lP rbcL Ift 

20 ±^WAW0^^H^a CTNF- a) fa cDNA SWJtffif . -fejtf ^I^J 600bp, 
f*MM'J3j BamH I %Q Xba I B^M* pSK-atpX 5fn#*fc pUC19-TNF 

^ BamH I 5F0 Xba I MM^]W\JB> W TNF- a ffl cDNA SWJtKTaABJ 
pSK-atpX ±. atpA 6<3 5' Jg^/^iJ^I rbcL «| 3' ^it^Jf^^fHh m&-& 
^'ATNF-a gfcy^ii^CatpAS' -TNF-rbcL3' ) Wt 1 m&fe pSK-atpX-TNP, 

25 (2)«M* P64C ±%\&H*\Wl\*mM)\WL clpP-Lrnl-p«LB chlL 

swifts* W3'&mm&.. MMfopMcmW; u> w^^iki^psk- 

atpX-TNF EcoR V *n Sac I UB^MJB, ^-bJJTfa TNF a SWifci* 
^A^Jp64Cf 5 t^Jffii*t^ c t 3 fg]^^p64C--atpX-TNF 0 T NF- 
a Sl^Mtf chlL *D atpA MSWRjaSlTT**. & TNF - a 3fL|Hii3£ 

30 ^jt&6 
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(3) pUC-atpX-AAD l^lti" aadA ^E@S3£-ft: (atpA5* -aadA- 

i3)» pUC-atpX-AAl) W. EcoR V ^0 Sac 1 XXBfefJt!]. #JT 1. 9kb 

aadA RB^l* C2> ^R^SIttnl El****** p64C~ 

atpX — TNF ffi Not I typmt£ T 4 DNA Kt&WhJ&H'ilfi, W-ffl Sac I -tO#J, 
*JRjft aadA aEH^iiAiffiASI pfi4C-atpX— TNP faj#Pt 
# P64C-TNF-AAD CJnfflJjf^). ^+^A TMF- a <atpA5' - 

TNF rhr.1.3' ) jfQwiHASB9^iSACat.pA5'-a«rfA-rbr.I.n'), ±L TNF alfel 
^^^^^tF chlL5* Tt. ffi TNF- a chlL *P atpA 

Jffi-JHKB&J&H-SAifcSS 
k J3%%&«*HWHtt&S#A&& 

5 , lOOOrpm l5roxn, ^_t$t, 0. 2M 

-&mmm 0.2M iL*fM&MJSjtmAm«sg« , *£. twisifeM*^ io 8> h 

/nnV *ft;£iraA#*j£* lOyg/ml M^^»3£[aa&dS*fcK. 25ug/ml ift 
ffrffDNA, M^IM, SfeK± 5-10min, 0. 5mi flf M&'h'iL^Wffl • 

%$M* (Backon 2000 3D (feBfeB* feffi* 9- 5KV, 4f & |1J 3? 0. 05 u &, 

'^iqmikWL 100 2n 3 ra,^^ik^[fff]PSN-| , fll^ 62. 5sec u 

2s «sHt&«*3»^«Hfi«ia£ia4?Aifeas 

mm.^^M^^TMM^f, 10 8 ^/W, ?TO 0. 5ml 1&m&ftifcW s 5 L ir&LdEj£ 
&)®imft&*&> fie* 3cm WH^asR*«Efflrt. at»»&"F«!fc 

ftffl. 

=&5Effi&#T. (Bio-Rod PDS-l 000 m> Sirfr- fl, 

El 50 P 1 (60P g/ml) 4£^^#MPA 6p g -£*5WB2[fcPil 
^KjM^Ui.il50iil2.5MCiicl 2 5FD 20ul 0. 1M3E#$J&, 3min, 12000rpm 

jfiS-O 10 sec, m3GfoZ>mtk—)k, I2000rpm ?5'Cs i$_L 

m> fcJB^W^IfrtfJJfilfcB^-T 60ul ifezK^Pfl* « mkM 

6-ai» 1, ^M^m 3 3Kxb^J|^*e^Jni.jEjJcAazBK3aS:J* f #4fe#"F 
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m 0.5ml CftUlfttt& 10 7 -10 8 ^ /ml), ^^^TlAl^# 

#*ffW*W»^lfi4*»»*-^ Ti iK* DNA — HW;baA-#7 

g 4000-6000 &<JP£G, & P H8-9 T^&&M&&M ™A, ^Tfij^flft^ 

w.*m&s mmkk&m peg ^#3£w^^flti*fe«a9B&a, sit-s^ 
y 2 

mmrnm i 

- . HBsAg &M&&im%L pCAMBIA-CtxB-SSl M^iM 

i. *«z.H«ffiifcassitt'£aBWttJt 

JjS*fc pBS-SK-HBS ±.J£tfc*rZ»ffF*SS S SW, Pre-S2 Pre-Sl 3£ 

3 1 #1 1 s 5 '-GC AGTCGACC CAATG GAGAGCAC-3 ' ; 
Sal I 

51#J2 S 5 ' -GC GGGT A CC AGO AATGTAT ACCC~3 " : 
Kpn I 

3 I 3 : 5'-CTGGGTACCCCA AATCCTCTGGG-3 5 , 
Kpn I 

3l£>4t 5 ' -GCGGCATGCTTA GTTGGGGTTG-3 ' ; 
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Sph I 

frmW?m l & 2 rm SHBsAg(l-226aa), 3 W 4 *Ti* PreSl Ag 

<20-48aa) DNA ftttBN EHfc;S»«SI)»& pUCiS ft Sal I/Sph I 

<M, ««Uft«»»aZ.fF*lEi«:JS SSlC^tS SHBsAg(l-226aa)fP PraSl 
Ag (20 48aa)] WMrfrSiaJtlSfr. pUU8-SSl. 
2. CtxB-SSl Bk-££Htttttf£ 



jEl»J^I4to» 5'-GCGGGATOATG ATT AAATTAAAATTTGG-3 ' 
1W1 I 

5 ' — GC GGTCG ACA GG ATTTGCCAT ACTAATTGC-3 * 
Sal X 

Ul-SASS.* JHMHfftt CVC 0139 DNA ftgfflc . PCR CtxB 

*@#yiJ*9 380bp.ffiBanH I/Sal I 8ra^j£l$3J/K& PUC18 _h, Wfti* 
jRJl&pUClS-CuRo 

C2) UJLSal I/Sph I JR«ra#J/E*fcpUC18-SSl, WT ssi rt^SB^ 
^J770bp. 3£=jgAM$t pUC18 CtxBtflSai i/Sph CtxB 
ggglft SSI ^@,H • WfMfik^lSJ!fi*k pUC18-CLxB-SSl . 

3^ IIsp70B 5'— CtxB-SSl— T-Nos ^ii^^J^J^ 

J^lfc P SP72-Hsp-Nos ^ISWffltSK <D. Salina UTEX1644) $M*3£S 
0 Hsp70B 5'^^T^0 T-Nos *lt?- IB BamH I/Sph I ftflttilM** 
P SP72-Hsp-Nos 3ff pUC18-CtxB-SSl, ft CtxB-SSl Rk^£a/f^«» 
Hsp70B5'^^^^P T-Nos fcikT^fcfil. «Uft5fe«E«l3a*A. « CtxB-SSl 
Ife-frXEsI* Hsp70B5'/a Sj^WfWTS^jRo 
4, Jt«*i^E*S[ pCAMBIA-CixB-SSl 

P CAMB1A-DS1644 ^P^^k'M^^ fa fKJ&S^*^^^ 
CMAR1*PMAR2, «E MAR1 if MAR2 ^fflflUWaRW Ni t5' Nitl— T-Noa 

(•»?of PUC18) #3 Nit 5' — BAR — T-Nos ~jg.Tfe.im. < wJSfeife FPt tfclTt. 
«tt«W*6BM95&>. J»=K»S.3te«£«l Hsp70B5'— CtxB-SSl— T-Nos 
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m EcoR i/Xho 1 #JTJS> 3SA^# PCAMB1A-US1644 m KcoK 1/Sai I ^ 
ti, pCAMBIA-CTP-SSl, ^M^pTi±! MAR1 ffl MAR2 jf-^!l^ 

ffi Nitl CtxB SSI i&iifeR. BAR 

io [rJ^M^iJ l 

i 15 NK,C1 > 5mM Na.N0 2 ) SftT- 300 1 u* 31*fc*fr^ 2-3 ^. 3 u g/rol PPt 

2Jr« A*g#i& B UOmM NaN0 3 ) J*i$ftgyteJftJ£# Y-10 
«f#*BW± (i.Wffig) 10-15 
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&l m 4t * * 

(What is claimed) 



^fip^. *SMff**^ ***** nW«SE*S«s 

««^ftx. rtwjvrm*^ m ^ ** 

bhkh. mtste^R^ j6l»w*^ rtA*P*^ jftL«rKe, amis 

-Fill, A*t«WJ»%**^ T*M> MMES- Aa«***» Atttt* 

mpf, AumnmMmmm®^ asp*** ^ 
ifjEta^. qft&^-ifesa 1 ?. *N»3L3Lf*6«K tfctt'fl**®**. 

<R*R*. aadA *Ba«SSWtt3»«*/««*«ttt. cat SBttttMfett 

a) mm&mmmfc, m^m u mM-mw Alias* 
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®i^A$£, SH^> It^> 
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ty * ^ ♦ 

( A b s tract) 



